[8,8,9,9-2 H 4 ]-HNE is optimal for detecting multiple adducts. Choosing the right kind of deuterated HNE is important for many practical reasons. Firstly, the deuterium atoms should be in a position that precludes it from loss or any chemical reactivity. The carbons 1-4 are involved in the adduction chemistry and the protons at carbon 5-7 may be involved in the McLafferty type rearrangements (1) that could occur in the mass spectrometric ionization process as shown below.
Secondly, the number of deuteria present should be sufficient to readily differentiate adducts of labeled and unlabeled HNE from the isotopic peaks that arise from the various isotopic abundances of some of the elements. Since our study was to be focused on the elements C, H, O, N and S, the highest isotopic peak (> 1%) is at M+1 for carbon and M+2 for sulphur Table 2 .2. Thirdly, the number of deuteria incorporated should be easily achieved synthetically. The use of multiples of two is readily achieved by hydrogenation of alkenes. All these considerations indicated that the deuterium atoms should be located at C8 or C9 of the HNE molecule and that there should be > 2 deuterium atoms. We, therefore, chose to incorporate four deuterium atoms at the C8 and C9 carbons by reduction of an alkyne bond. Consequently, we prepared a deuterated alkylating reagent by deuteration of an alkyne triple bond. corresponds to the number of equivalents of HNE present. Based on this premise, the following conclusions can be drawn from the pattern of daughter ions derived from tandem MS/MS each of the molecular ion (P) and their corresponding isotopic isomers ( P + 4 and/or P + 8 ):
Methodology
a. If the daughter ion appears as M ( from P ) with no M+4 but M ( from P + 4 ) also, then the fragment has no C5-C9 alkyl chain of HNE. 
N-acetyl histidine adducts:
The Michael adduct that is formed by reaction of HNE and histidine residues is well known(2). The fragmentation pattern of this Michael adduct is illustrated in Figure S1 along with the tandem MS spectra's. 
